An optimal
fixation method and intensification procedure may be required in brain immunohistochemistry to obtain intense and widespread staining for a SpecifiC antigen, in cases where ordinary fixation and conventional immunohistochemistry result in only partial demonstration of the antigen.
In the present study of localization of corticotropin-releasing factor immunoreactivity (CRFI) in rat brain, the importance of such intensification is shown. We describe a fixation procedure in which perfusion of rat brain with Bouin's solution is followed by a PBS wash and a further perfusion with either Zamboni's fluid or 4% paraformaldehyde in 0. tion of CRFI distribution in rat brain with low background staining, the cobalt-glucose oxidase-diaminobenzidine (Co-GOD) method (4,9) has been modified. Together with an improved fixation ofthe brain, the procedure we describe here makes it possible to achieve an intensification of the immunohistochemical diaminobenzidine (DAB) reaction product, which may be preferable to the more complex silver-gold intensification procedure (6,8). 
Materials and Methods

5.
Washed three times in 0.1 M PB, pH 7.3 (10 mm in each at 4'C).
Occasionally, intracerebroventricular colchicine was administered (1.5-4.5 uI at 3 mg/mI) in Experiment 2 24 hr before perfusion.
Control sections were also treated with excess peptide-adsorbed antiserum as stated in Experiment 1. 
Results
Experiment 1: Fixation
